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. Comparison of the matrices and medium for the Ff and Xf culture system.
(A) The H9 hESCs were dissociated into single cells and plated on the indicated matrix-coated cell culture plates. Eight days after plating, the colony formation was examined. Scale bar, 500 µm.
(B) The 32R1 hiPSCs were dissociated into single cells and plated on rLN511E8-coated cell culture plates with the indicated medium. Seven days after plating, the colony formation was examined. 1:1 mix:
1:1 mixture of TeSR2 and NutriStem. Scale bar, 500 µm for left images, 100 µm for right images. Figure S2 . The culture of hESCs and hiPSCs under the Ff and Xf culture system (A) Illustration of the hESC and hiPSC cultivation method using rLN511E8 and StemFit. The hESCs and hiPSCs are passaged as single cells and become 80-90% confluent within 8-10 days after plating. Stocks are prepared at -80˚C using a slow-freezing method.
(B) The hESCs and hiPSCs were efficiently passaged under the Ff and Xf culture system. We calculated the doubling times of the hESCs and hiPSCs and the fold change in the cell number in each passage.
Based on these results, it was determined that one confluent dish can be passaged into approximately 100 Nakagawa et al. Supplemental information dishes.
(C) The hiPSCs (201B7) cultivated under Ff and Xf culture were induced to differentiate into all three germ layers in vitro. Two weeks after culture with StemFit lacking bFGF, the cells spontaneously differentiated into βIII tubulin, alpha-fetoprotein (AFP) and α-smooth muscle actin (SMA)-expressing cells. Scale bar, 100 µm. Figure S3 . Characterization of feeder-free hiPSCs (A) Detection of integrated episomal vectors using genomic PCR. The EBNA-1 region in the episomal vectors was amplified with the primer set "EP4". As an internal control, the Fbx15 region was amplified with the primer set "Fbx". Clone 987A12 was established from skin-derived primary fibroblasts. Clones 1020A1 and 1023A3 were established from peripheral blood-derived T-cells. Clones 1027B4 and 1120C6
were established from peripheral blood-derived non-T-cells. Clone 1156D5 was established from cord blood cells. All clones were used at passage numbers p3-p10.
(B) Feeder-free hiPSC clones were immunostained with the indicated antibodies to detect pluripotency markers. Scale bar, 100 µm.
(C) The results of the karyotype analysis of feeder-free hiPSC clones. The 987A7 (p5), 987A12 (p5), 1027B4 (p7) and 1027B6 (p14) clones were used for this analysis.
(D) The morphology of the feeder-free hiPSC clones (p4-p8). Scale bar, 100 µm.
Figure S4. Differentiation of feeder-free hiPSC clones
Clones 1120C7 (p7) and 1156D11 (p6) were cultivated on rLN511E8 with StemFit lacking bFGF for two weeks. Following differentiation, the cells were immunostained with the indicated antibodies. Scale bar, 100 µm. Figure S5 . Maintenance of hiPSCs on rLN511E8 via binding with integrins 201B7 hiPSCs maintained under Ff condition were dissociated into single cells and plated on wild-type rLN511E8 (WT) or an inactive mutant form of rLN511E8 (EQ). Six hours after plating (=day 0), hiPSCs attached and spread on wild-type rLN511E8 but not on EQ mutant form of rLN511E8. Eight days after plating, colony formation was observed on wild-type rLN511E8 but not on rLN511E8 EQ mutant. Scale bar, 1000 µm. 
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